UK), 0.25 jIM control primers, 0.5 U DNA polymerase (Advanced Biotechnologies, Epsom, UK), and 50 ng genomic DNA. One duplicate reaction set was specific for the normal sequence (845G) and a second reaction set was specific for the mutated sequence (845A); both reaction sets used a common forward primer (5'-AAGGTGACACATCATGTGA-CC-3'), with a reverse primer specific for either 845G (5'-CTGGGTGCTCCACCTGGC-3'), or 845A
(5'-CTGGGTGCTCCACCT-GGT-3'), resulting in a PCR product of 232 base pairs. Control primers, which amplified an 842 base pair fragment of the human growth hormone gene8 were included in all reactions. Amplification conditions involved an initial denaturation step for one minute at 96°C, followed by five cycles consisting of denaturation for 25 seconds at 96°C, annealing for 45 seconds at 70°C, and extension for 30 seconds at 720C, then a further 21 cycles where the annealing temperature was lowered to 65°C, plus four cycles where annealing was for one minute at 55°C, and extension was for two minutes at 72°C. A final extension step for five minutes at 72°C completed the amplification.
Results and discussion
The duplicate reaction sets typing for either 845G or 845A were analysed by electrophoresis on a 1.5% agarose gel; PCR products were visualised by staining with ethidium bromide and photographed under ultraviolet illumination. Results from three representative individuals are shown in fig 1. The results demonstrate that the PCR-SSP method is highly specific for the haemochromatosis associated mutation 845G-+A in the HFE gene and that the method could be used as an aid to diagnosis, or for screening purposes.
I am very grateful to Dr Mark Worwood (Department of Haematology, University of Wales College of Medicine) for his kind gift of DNA for validation purposes. Primers were designed from sequence data for the haemochromatosis gene deposited in Genbank (Accession number U60319).
Abstract
Single strand conformation polymorphism (SSCP) analysis using ethidium bromide can be improved by adding formamide as the denaturant. This gives higher resolution than previous SSCP methods; it 
